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is an insoluble carrier, to give an insoluble antigen. It is reacted 
with a sample serum and the peroxidase activity of the reaction 
product is measured by the absorbence at 4 92 nm and the positive 
ratio is determined- A peptide (P19-100II, amino acid sequence gag 
100-130) shows a positive ratio of 100%. 
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An indirect enzyme-linked immunosorbent assay (ELISA) was developed 
for detection of bovine milk in ovine milk. Polyclonal antibodies 
were raised in rabbits against bovine whey proteins. Resultant 
anti-bovine whey protein antibodies were recovered from crude 
antiserum by immunoadsorption and elution from a column containing 
bovine whey proteins. Antibodies were biotinylated and rendered 
specific for bovine milk by mixing them with lyophilized ovine and 
caprine whey proteins. ExtrAvidin-peroxidase was used to detect the 
biotinylated anti-bovine whey protein antibodies bound to bovine 
milk proteins immobilized on 96- 
well plates. Subsequent enzymic conversion of 

substrate resulted in discernible differences in optical density 
between mixtures of ovine milk that contained variable amounts of 
bovine milk. 
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US 2000-558001 
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Metal chelating compns . Q-Sl-L-N [ (CH2 ) i-Y] (CH2 ) i-Z [Q is a carrier; 
SI is a spacer; L is -A-T-CH(X)- or -CO-; A is an ether, thioether, 
selenoether, or amide linkage; T is a bond or (un) substituted alkyl 
or alkenyl; X is -(CH2)kR; R is Me, C02H, S03H, P03H2, N(J)2 or 
P(J)2; Jc is 0-2; J is (un) substituted hydrocarbyl; Y, Z is C02H, H, 
S03H, P03H2, N(J)2, or P(J)2; i is 0-4] were prepd. Thus, 
N, N-bis (carboxymethyl) -L-cysteic acid aminoethylamide was prepd. 
from L-cysteic acid Me ester, bromoacetic acid, and ethylenediamine 
and treated with epichlorohydrin-activated Sepharose to form a 
resin, which bound 15.6 .mu.mole of nickel per mL of resin. 
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NOVELTY - Selecting (I) a compound (C) for treating neoplasia 
comprises evaluating whether (C) has anti-neoplastic activity, 
cyclooxygenase inhibitory activity, increases protein kinase G 
(PKG), activates Jun N-terminal kinase (JNK) activity, reduces beta 
-catenin in neoplasia to be treated and selecting (C) that exhibits 
anti-neoplastic activity, increases PKG activity, activates JNK and 
reduces beta -catenin in neoplasia. 

DETAILED DESCRIPTION - Selecting (I) a compound (C) that 
increases PKG activity and activates JNK in the neoplasia and 
evaluating the neoplasia growth inhibiting activity of (C), where 
(C) that increases PKG activity, activates JNK and has neoplasia 
growth inhibiting activity has the potential to inhibit neoplasia 
without inhibiting the growth of normal cells. Low COX inhibitory 
activity and activation of JNK is indicative that (C) has potential 
for treating neoplasia. 

An INDEPENDENT CLAIM is also included for a pharmaceutical 
composition for treating neoplasia comprising (C) selected by (I). 
ACTIVITY - Cytostatic. 

PDE inhibitor, compound B ( ( { Z) -5-f luoro-2-methyl- 
(4-pyridylidene) -3- (N-benzyl) indenylacetamide hydrochloride) has 
broad range of anti-neoplastic effects in various neoplastic cell 
lines. Various types of human cancer cell lines (Colo 205, HCT-15, 
HT-2 9 and SW-620) were propagated under sterile conditions in RPMI 
1640 medium (undefined) with 10% fetal bovine serum, 2 mM 
L-glutamine and sodium bicarbonate. To determine growth inhibitory 
effects of compound B, cells were seeded in 96- 
well plates at a density of 1000 cells/well. 24 
hours after plating, the cells were dosed with various 
concentrations of the free base of compound B solubilized in DMSO 
(dimetylsulf oxide) . The effect of the drug on tumor cell growth was 
determined using the neutral red. cytotoxicity assay following 5 days 
of continuous treatment. Compound B displayed potent growth 
inhibitory activity when evaluated against a panel of cultured human 
cell lines derived from various tissue origins. The GI50 value 
(concentration of drug to inhibit growth by 50% relative to vehicle 
control) calculated for all cell lines was 1-2 micro M. 

MECHANISM OF ACTION - Phosphodiesterase inhibitor; JNK activity 
stimulator; apoptosis inducer. 

SW4 80 human colon cancer cells were treated with the solvent 
DMSO or cGMP-specif ic phosphodiesterase (PDE) inhibitors (i.e. 
sulindac sulfide (50-500 micro M) , exisulind (5-f luoro-2-methyl-l- (p- 
methylsulfonylbenzylidene) -3-indenylacetic acid) (100-600 micro M) , 
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compound A ( ( ( (Z) -5-f luoro-2-methyl- (3, 4, 5-trimethyl- 
oxybenzylidene) -3- (N-benzyl) -indenylacetamide) ) ) (0.1-5 micro M) and 
compound B ( ( (Z) -5-f luoro-2-methyl- (4-pyridylidene) -3- (N- 
benzyl ) indenylacetamide hydrochloride) (1-50 micro M) for one hour 
and assayed for Jun N-terminal kinase-1 (JNK1) activation. 
Endogenous JNK1 was immunoprecipitated with anti-JNKl antibody and 
in vitro kinase assays were performed with glutathione 
S-transf erase-c-Jun (1-79) as the substrate. Sulindac sulfide, 
exisulind and compounds A and B activated JNK1. Even at very low 
doses, the potent SAANDs (selective apoptotic anti-neoplastic 
drugs) , compounds A and B activated JNK1 more strongly than did 
sulindac sulfide or exisulind. Similar effects were observed in 
other colon cancer cell lines including HCT116 and HT29 (data not 
shown) . 

USE - The method is useful for preventing and treating 
neoplasia, including pre-cancerous lesions, e.g. dysplastic growth 
in colonic, breast and lung tissues, or conditions such as 
dysplastic nervous syndrome, a precursor to^ malignant melanoma of 
the skin and polyposis syndrome, colonic polyps, precancerous 
lesions of the cervix, esophagus, lung, prostatic dysplasia, 
prostatic intraneoplasia, breast and/or skin and relative 
conditions, in mammals. 

ADVANTAGE -The compounds treat and prevent neoplasia, safely 
with minimal side effects associated with COX inhibition and other 
non-specific interactions associated with conventional 
chemotherapeutics . The compounds are identified more rapidly. 

DESCRIPTION OF DRAWING (S) - The figure shows the apoptotic 
signal transduction pathway activated by selective apoptotic 
anti-neoplastic drugs. 
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